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Anti-Alpha-Tubulin (RABBIT) Antibody - 600-401-880
600-401-880

200 pg

ELISA, IF, WB, IP, Other

Human, Mouse, Rat

Rabbit

Tubulin Loading Control Antibody recognizes microtubules which are involved in a wide variety
of cellular activities ranging from mitosis and transport events to cell movement and the
maintenance of cell shape. Tubulin itself is a globular protein consisting of two polypeptides
(alpha and beta tubulin). Alpha and beta tubulin dimers are assembled to 13 protofilaments that
form a microtubule of 22-nm diameter. Tyrosine ligase adds a C-terminal tyrosine to monomeric
alpha tubulin. Assembled microtubules can again be detyrosinated by a cytoskeleton-associated
carboxypeptidase. Detyrosinated alpha tubulin is referred to as Glu-tubulin. Another post-
translational modification of detyrosinated alpha tubulin is C-terminal polyglutamylation, which
is characteristic of microtubules in neuronal cells and the mitotic spindle. This antibody makes
an excellent loading control. Anti-Alpha-tubulin antibody is ideal for investigators involved in
cell cycle protein research.

rabbit anti-alpha-Tubulin Antibody, rabbit anti-a-tubulin antibody, Tubulin alpha-1B chain,
Tubulin alpha-ubiquitous chain, Alpha-tubulin ubiquitous, Tubulin K-alpha-1, TUBA1B, tubulin
loading control, Alpha-tubulin, Tubulin alpha-1A, TUBA1A, TUBA3, LIS3

Rabbit
Polyclonal

I1gG

TUBA1B

Human, Mouse, Rat
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Immunogen Type: Conjugated Peptide

Immunogen: Anti-Tubulin Loading Control Antibody was prepared from whole rabbit serum produced by
repeated immunizations with a synthetic peptide corresponding to the C-Terminal region near
amino acids 425-451 of Human alpha Tubulin.

Purity/Specificity: Anti-Tubulin Loading Control Antibody is directed against human alpha Tubulin protein. The
Loading Control Antibody was affinity purified from monospecific antiserum by immunoaffinity
purification. A BLAST analysis was used to suggest that this antibody would react with alpha
Tubulin from a wide range of organisms, including avian, mammalian aquatic, parasitic and alga
sources based on 100% homology for the immunogen sequence. Cross reactivity will occur with
all isoforms of alpha tubulin. Such broad reactivity makes this antibody useful as an excellent
loading control.

Relevant Links: * NCBI-17986283
e UniProtKB - P68363

Application Details

Tested Applications: ELISA, IF, WB
Suggested Applications: IP, Other (Based on references)
Application Note: Anti-Tubulin Antibody has been tested for use in ELISA, immunofluorescence, and western blot.

Specific conditions for reactivity should be optimized by the end user. Expect a band at ~50 kDa
in size corresponding to alpha tubulin by western blotting in most cell lysates or extracts.

Assay Dilutions: All assays should be optimized by the user. Recommended dilutions (if any) may be
listed below.
ELISA: 1:90,000
IF: 1:500 - 1:2,000
IHC: 1:500 - 1:2,000
WB: 1:1,000 - 1:5,000
Formulation
Physical State: Liquid (sterile filtered)
Concentration: 1.1mg/ml by UV absorbance at 280 nm
Buffer: 0.02 M Potassium Phosphate, 0.15 M Sodium Chloride, pH 7.2
Preservative: 0.01% (w/v) Sodium Azide
Stabilizer: None
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Shipping & Handling

Shipping Condition: Dry Ice

Storage Condition: Store Anti-Tubulin Loading Control Antibody at -20° C prior to opening. Aliquot Loading Control
Antibody contents and freeze at -20° C or below for extended storage. Avoid cycles of freezing
and thawing. Centrifuge Tubulin Loading Control Antibody if not completely clear after standing

at room temperature. This Control Antibody is stable for several weeks at 4° C as an undiluted
liquid. Dilute only prior to immediate use.

Expiration: Expiration date is one (1) year from date of receipt.

Images

Western Blot
Identification of the SIAH2 interaction domain in C/EBPS. (A)

gl wm—— N Six different C/EBP&-C/EBP chimeric proteins, as shown in
+ I cc 1268 Consensus Molif: PxAxVxP . X
2 I C/EBRS 1-63; C/EBP) 82-276 C/EBP: LGYQAVR the schematic and the full-length proteins, were
3 [ N 0P 1-61; C/EBP; 93-260 G/EBPS: LPAGYAA . :
+ I /£8P 1-181; C/EBPY 191-276 C/EBP: A137Y: LPYQUAA cotransfected with Flag-SIAH2 in MCF-10A cells.

C/EBP: VI39A: LPAQAAA

:‘:_ﬁ:?ll;’?ﬁfiﬂii;ﬁﬁ Immunoprecipitates with anti-Flag antibody and input were
7 I ) C/EBP; 1-223; C/EBPY 217-276 = ng analyzed with a pan-C/EBP and anti-Flag antibody for SIAH2.
nwcmm% éﬁgf;ﬁgﬁ Cells had been treated with MG132 to stabilize C/EBPS. TA,
: %p‘g c eamn wn sy v c.:'::..? transactivation domain; BR, basic region; LZ, leucine zipper.
ClEgp m— — = T e (B) Schematic of the sequence of human C/EBP& and C/EBP
::::E . oyt ome S '-]i aligned with the consensus for SIAH2 interaction domains
SIAH2 g e e ]5 Tubutin SERERERIR®S  Tubuin g | and two point mutations in C/EBP& (underlined amino acids

match the consensus motif). Immunoprecipitates with anti-
Flag antibody and input were analyzed with antibodies
specific for C/EBPB and C/EBP& and with anti-Flag to detect
SIAH2. Cells had been treated with MG132 to stabilize
C/EBPS. (C) Western analysis of MCF-10A cells after
transfection with the indicated C/EBP& expression constructs
and Flag-SIAH2. Fig 5. PMID: 22037769
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Western Blot

SIAH2 is necessary and sufficient for C/EBPS
downregulation. (A) Western analysis of MCF-10A cells
transfected with expression constructs for the indicated
proteins. (B) MCF-10A cells were transfected with SIAH2,
treated with MG132, and analyzed as described in panel A.
(C) Western analysis of the indicated cell lines for SIAH1 and
SIAH2 expression. (D) Western analysis of MDA-MB-231T
(top) and MDA-MB-468 (bottom) cells transfected with the
indicated SIAH proteins, which were detected with anti-Flag
antibodies. (E) Western analysis of MDA-MB-231T cells after
nucleofection of siRNA against SIAH2. (F) Western analysis of
MDA-MB-231T cells transfected with a DN-SIAH2 expression
construct or nucleofected with siRNA against SIAH2. Anti-
Flag was used to detect specifically DN-SIAH2, which has a
higher MW than endogenous SIAH2. (G) Western analysis of
MCF-10A cells transfected with Src-531. (H) Western analysis
of MCF-10A cells cotransfected with Src-531 and/or DN-
SIAH2. (I) Western analysis of the indicated cell lines treated
with SKI-606 for 24 h. The same lysates were
immunoprecipitated with anti-SIAH2 and immunoblotted
with anti-phospho-tyrosine. (J) In vitro phosphorylation
assay conducted by incubating affinity purified Flag-SIAH2
with (+) or without (=) purified Src-530 in the presence of
[32P]ATP. Samples were resolved by SDS-PAGE, transferred
to nitrocellulose, and subjected to autoradiography (left
panel). Labeled SIAH2 was digested from the membrane and
subjected to phosphoamino acid analysis (PAA; right panel).
Expression of the input SIAH2 by Western analysis is also
shown. (K) Results from HPLC analysis of SIAH2 with or
without individual tyrosine-to-phenylalanine mutations (see
panel L) after in vitro phosphorylation assays as in panel J,
compared to unphosphorylated WT SIAH2, Edman
degradation, and phosphoamino acid analysis. T, trypsin; T
+C; trypsin followed by chymotrypsin. (L) Western analysis of
MCF-10A cells transfected with expression constructs for the
indicated SIAH2 proteins. (M) Western analysis of MDA-
MB-231 cells transfected as described for panel L.

Fig 3. PMID: 22037769
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Western Blot
D . (D) Western blot analysis with an anti-p24CA antibody
UTRg'pRRE detected the wild-type Gag protein pattern from the codon-

pcRev - + + - - 4 - . .

Hgp™ - - - + & 4 optimized Hgpsyn and truncated Gag isoforms (white
arrows) encoded by UTRg*pRRE. Shown are results of two
independent cotransfections with pcRev (lanes 2 and 3) and
pat= --’-. Hgpsyn (lanes 4 and 5). Loading of similar amounts of

— protein was verified by incubation of the stripped Western

PS5 — — ——

. .- blot with an antibody against the endogenous protein
p24= anahes a-tubulin. Transfection efficiencies were similar, as
s demonstrated by a separate Western blot analysis against
GFP encoded by the cotransfected pEGFP-C1. Fig 3.
GFP = " 4ED GED b b e PMID: 22258250

Western Blot
Detection of nucleus-localized Gag. (A) Hela cells
transfected with the indicated gag/gag-pol expression

B e plasmids were analyzed by confocal immunofluorescence

2
senvanel Hgp™™ ﬁpﬂﬂs

sz AL ke microscopy. To demonstrate nuclear Gag signals, the

s
s0kDa= '—-.—r oo contrast of anti-Gag immunofluorescence images was
.... 37 kDa= - g g

-..- increased postimaging (Adobe Photoshop). White

A

099 incroaseq bontrast) ONA

25kDa=—

sioam [ R =D e arrowheads mark examples of nuclei of untransfected cells
o= -Tubulin
-—— - - " that do not show nuclear Gag fluorescence after a contrast
- = (Cytoplasm)

increase. White scale bars represent 10 um. (B) Transfected
HEK 293T cells were fractionated into nuclear (N) and
cytoplasmic (C) fractions for anti-p24CA Western blot
analysis. The stripped blot was incubated with an antibody
against the cytoplasmic protein a-tubulin. Furthermore, the
purity of the nuclear fractions was demonstrated by the lack
of different cytoplasmic marker proteins. Fig 6.

PMID: 22258250

PDI
- (eRaumen

Immunofluorescence Microscopy

(C) High-resolution confocal microscopy (AiryScan) of a
metaphase cell after simultaneous staining for Pfn, a-tubulin
(a-Th), and DNA (DAPI). Scale bars 10 um. SF1.

PMID: 33184056

Pfnfa-Tb/DAPI

Metaphase
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Immunofluorescence Microscopy

C, Left, MC38-HER2 or parental cells were seeded in
chamber slides, then overlaid with CAR T cells. After 2 hours,
cells were fixed and stained as indicated, then visualized by
confocal microscopy. Scale bar, 10 um. Right, the percentage
of CAR T cells that formed an immunologic synapse was
quantitated by confocal microscopy (>100 cells). The
percentage of CAR T cells positive for the indicated cytokines
was quantitated by confocal microscopy (>100 cells). Fig 1.
PMID: 30651288

Western Blot

(C) Western blot analysis of the Rimkla encoded NAAGS-II in
homogenates from cerebellum and brainstem isolated from
7-month-old mice of the indicated genotypes confirmed
absence of NAAGS-II in Rimkla deficient mice. Blots were
reprobed with anti-tubulin antibody for loading control. Fig
2. PMID: 38011891

Western Blot

(B) Western blot analysis of GFAP in cerebellum with
brainstem and densitometric quantification (normalized to
tubulin) (n = 3-6). (C) Western blot analysis of GFAP in
forebrain samples and densitometric quantification
(normalized to tubulin) (n = 3—6). Densitometric
quantification indicated astrogliosis in

all Aspanur7/nur7 (Aspa-/-) mice irrespective of

their Rimkla and Rimklb genotype. GFAP level was
significantly reduced in the forebrain of Aspa+/+/Rimkla—/
—/Rimklb-/- mice. *p < 0.05, **p < 0.001; and ns, not
significant. Fig 5. PMID: 38011891

Page 6 of 11


https://www.rockland.com/
https://www.rockland.com/search/?searchString=600-401-880
https://www.rockland.com/
https://www.rockland.com/

I2ROCKLAND

Order online now!

www.rockland.com
tech@rockland.com
+1484.791.3823

WT Lv-GFP Lv-FOXP3
B miR- miR- miR-  miR- miR-  miR-
C 155 [ 1685 [ 155
ZEB2 |- ——] — — I
c-Tubulin| = — — | ——
WT LV-GFP LV-FOXP3
miR- miR- miR- miR- miR- miR-
C 155 C 155 C 155
a-Tubulin |e—— — e— — s

www.rockland.com

C

Western Blot

miR-155 and FOXP3 down regulate endogenous ZEB2 in
human breast cancer cells resulting in altered levels of EMT
markers Vimentin and E-cadherin(A) Relative abundance of
ZEB2 and ZEB1 protein in WT, GFP or FOXP3 overexpressing
BT549 cells transfected with miR-155 or miR-control.
Relative abundance of protein was determined by
guantitation of the abundance of ZEB2 or ZEB1 proteins
normalised to reference protein a-Tubulin by western blot
analysis. Quantitation of bands was carried out using Image J
software. Mean + SD plotted. Student’s t test ***P < 0.001.
ZEB1 protein expression as above. n = 3 experiments. (B)
ZEB2 and ZEB1 protein in WT, GFP or FOXP3 overexpressing
BT549 cells transfected with miR-155 or miR-control by
western blot. Representative western blot shown. (C)
Relative abundance of Vimentin and E-cadherin protein in
WT, GFP or FOXP3 overexpressing BT549 cells transfected
with miR-155 or miR-control. Relative abundance of protein
was determined by quantitating the abundance of E-
cadherin or Vimentin proteins and normalising to reference
protein B-Actin by western blot analysis. Quantitation of
bands was carried out using Image J software. Mean + SD
plotted. Student’s t test ***P < 0.001, **P<0.01.n=3
experiments. (D) Vimentin and E-cadherin protein in WT,
GFP or FOXP3 overexpressing BT549 cells transfected with
miR-155 or miR-control analysed by western blot.
Representative western blot shown. Figure provided by
CiteAb. Source: Oncotarget, PMID: 29963231.

Immunofluorescence Microscopy

Immunofluorescence of Rabbit Anti-Alpha Tubulin Antibody.
Cell line: Hela.

Primary Antibody: Alpha Tubulin (p/n 600-401-880) at 4.4
ug/mL (1:250) for 1hr at RT.

Secondary Antibody: Goat Anti-Rabbit DyLight™ 488 (p/n
611-141-121) at 1 ug/mL (1:1000) overnight at 4 °C.
Fixative: Ice Cold Methanol.

Permeabilization: Ice Cold Methanol.

Nuclear stain: Hoechst 33342.

Expected Localization: Cytoplasmic.

Image: A) Alpha Tubulin, B) Nuclear Stain, C) Merge, D)
Secondary Only Control.
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Immunofluorescence Microscopy

Immunofluorescence microscopy of Rabbit Anti-alpha-
Tubulin antibody using Hela cells fixed with PFA. Anti-alpha-
Tubulin Antibody was used at 1 pg/mL, O/N at 4°C.
Secondary antibody: Anti-RABBIT IgG DyLight™ 488
Conjugated Preadsorbed (p/n 611-741-127) at 2 ug/ml for 1
h at RT. Localization: TUBA1B is the major constituent of
microtubules in the cytoplasm. Staining: Tubulin as green
fluorescent signal with DAPI (blue) nuclear counterstain.

ELISA

ELISA results of purified Rabbit anti-alpha-Tubulin Antibody
s o LI Y tested against BSA-conjugated peptide of immunizing

32 g peptide. Each well was coated in duplicate with 0.1ug of

* conjugate. The starting dilution of antibody was 5ug/ml and
the X-axis represents the Log10 of a 3-fold dilution. This

15 titration is a 4-parameter curve fit where the IC50 is defined
i as the titer of the antibody. Assay performed using 3% fish
D gel, Goat anti-Rabbit IgG Antibody Peroxidase Conjugated

[ Te i T | | (Min X Bv Ch Gt GP Ham Hs Hu Ms Rt & Sh Serum Proteins)
) . (p/n 611-103-122) and TMB ELISA Peroxidase Substrate (p/n
TMBE-1000).

Mean Optical Densty
®

1 2 3 4 5 Western Blot
Western Blot of Rabbit Anti-Alpha Tubulin Antibody. Lane
1: whole cell lysates from mouse brain (p/n W10-000-T004).
Lane 2: rat brain (p/n W12-000-T077). Lane 3: A431 cells
(p/n W09-000-361). Lane 4: Jurkat cells (p/n W09-001-
370). Lane5: Hela cells (p/n W09-000-364). Load: 35 pug
per lane. Primary antibody: Alpha Tubulin antibody at
———— — g 1:1,200 for overnight at 4°C. Secondary antibody:
IRDye800™ rabbit secondary antibody at 1:10,000 for 45 min
at RT. Block: 5% BLOTTO (p/n B501-0500) overnight at 4°C.
Predicted/Observed size: ~50 kDa corresponding to alpha
tubulin (arrowhead). Other band(s): none.
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Western Blot

Western Blot of Rabbit anti-alpha-Tubulin antibody. Lane 1:
Hela WCL (p/n W09-000-364). Lane 2: NIH/3T3 WCL (p/n
W10-000-358). Load: 10 ug per lane. Primary antibody:
alpha-Tubulin antibody at 1:1,000 for overnight at 4°C.
Secondary antibody: Peroxidase rabbit secondary antibody
(p/n 611-103-122) at 1:40,000 for 30 min at RT. Block:
Blocking Buffer for Fluorescent Western Blotting (p/n MB-
070) for 30 min at RT. Predicted/Observed size: 50 kDa, 50
kDa for alpha-Tubulin. Other band(s): N/A.

Western Blot

Western Blot of Rabbit anti-Alpha-Tubulin antibody.
Marker: Opal Pre-stained ladder (p/n MB-210-0500). Lane 1:
HEK293 lysate (p/n W09-000-365). Lane 2: Hela Lysate (p/n
W09-000-364). Lane 3: MCF-7 Lysate (p/n W09-000-360).
Lane 4: Jurkat Lysate (p/n W09-000-370). Lane 5: A431
Lysate (p/n W09-000-361). Lane 6: LNCaP Lysate (p/n W09-
001-GJ9). Lane 7: A-172 Lysate (p/n W09-001-GL5). Lane 8:
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Primary antibody: Alpha-Tubulin antibody at 1:2,000 for
overnight at 4°C. Secondary antibody: Peroxidase rabbit
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Disclaimer

This product is for research use only and is not intended for therapeutic or diagnostic applications. Please contact a technical service representative for more
information. All products of animal origin manufactured by Rockland Immunochemicals are derived from starting materials of North American origin.
Collection was performed in United States Department of Agriculture (USDA) inspected facilities and all materials have been inspected and certified to be free
of disease and suitable for exportation. All properties listed are typical characteristics and are not specifications. All suggestions and data are offered in good
faith but without guarantee as conditions and methods of use of our products are beyond our control. All claims must be made within 30 days following the
date of delivery. The prospective user must determine the suitability of our materials before adopting them on a commercial scale. Suggested uses of our
products are not recommendations to use our products in violation of any patent or as a license under any patent of Rockland Immunochemicals, Inc. If you
require a commercial license to use this material and do not have one, then return this material, unopened to: Rockland Inc., P.O. BOX 5199, Limerick,
Pennsylvania, USA.
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